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BamHI and EcoRI, and cloned into pLGW300, linearized with the same restriction enzymes.
9
Using E. coli as an intermediate host, the obtained plasmid was transformed to B. subtilis 10 ATCC6633, and transformants were selected on minimal agar plates containing 5 μg/ml 11 kanamycin and 4 μg/ml 5-bromo-4-chloro-3-indolyl-ß-D-galactopyranoside (X-gal).
12
Transformants were tested for the absence of mycosubtilin production, and proper 13 integration was verified by PCR using primers LZ1 and MA1.
14 In order to determine the possible effects of mycosubtilin production on expression of 15 myc, a transcriptional lacZ fusion was made downstream of myc, without disrupting the 16 operon (BV12E14). To this end the 3'-part of myc, obtained by PCR using primers MC1 and 17 ML1, and digested with BamHI, was ligated into BamHI and SmaI linearized pLGW300, and 18 transformed to E. coli. Plasmid DNA was isolated from this cloning host to transform B.
19
subtilis ATCC6633, and transformants were selected on minimal agar plates containing 5 20 μg/ml kanamycin and 4 μg/ml X-gal. Transformants were tested for the production of 21 mycosubtilin, and correct integration was verified by PCR using primers LZ1 and MC2.
22
To study expression and transcriptional regulation of myc in B. subtilis 168 we 
20
subtilis ATCC6633, 168-8G5, and 168-7G5. The latter strain contains a wild type sfp gene that is essential for surfactin synthesis (2). Transformants were selected on minimal agar plates containing 5 μg/ml kanamycin and 4 μg/ml X-gal, and correct integration of the lacZ-23 reporter gene fusion was verified with PCR using primers SD2 and LZ1. Surfactin production was tested on blood-agar plates as described below.
SinR, Spo0H and Spo0K in the transcriptional regulation of srfA and myc in B. subtilis 2 ATCC6633, the genes encoding these proteins were mutated (BV12E16, BV12E18, 
